[Abstract] Otology research has developed considerably in recent years and molecular analysis is crucial to identify metabolic pathways and therapeutic targets. However, the structure of the cochlea limits the amount of cell mass, and special care is required for RNA extraction. Studies applying this technique to the cochlea are scarce in the literature, and difficulties in this area exist. In the context, we describe a method for extracting RNA in Wistar rats for qRT-PCR analyses in order to clarify certain aspects and obtain good quality material.
RNaseZap
® solution (Sigma-Aldrich, catalog number: R2020) RNases and placed at 4 °C for half an hour.
2. Two animals (four temporal bones) are sufficient to obtain RNA, but four animals (eight temporal bones) should be used to obtain higher amounts.
3. The animals are deeply anesthetized with 5% isoflurane (1 L/min O2 flow rate) and sacrificed by beheading. 3. About 400-600 μl of the colorless, upper phase containing the RNA is transferred to a fresh RNase-free tube.
4. An equal volume of 70% ethanol is then added, obtaining a final ethanol concentration of 35%.
The tube is vortexed and then inverted to disperse any visible precipitate that may form after
adding the ethanol.
6. About ~700 μl of sample is then transferred to a PureLink ® RNA Mini Kitspin cartridge. The protocol is performed according to manufacturer's instructions (www.lifetechnologies.com).
7. To provide rapid and efficient DNA removal from the RNA, an RNase-free DNase set for Oncolumn Pure Link ® is used (see Materials and Reagents). RNA quality is verified using a NanoDrop TM 2000/2000c spectrophotometer. Table 1 summarizes the A260/A280 and A260/A230 ratios obtained in representative experiments. 4. The most common method used to assess the integrity of total RNA is to run an aliquot of the RNA sample on a denaturing agarose stained with ethidium bromide (EtBr). This is applied to verify the integrity and quality of the RNA for qRT-PCR after extraction. To make 1x TAE from 50x TAE stock, dilute 20 ml of stock into 980 ml of DI water
